and the effects of lactogens on gene expression and other events leading to cell proliferation (Murphy et al., 1988; Rayhel et al., 1988; Elsholtz et al., 1986; Fleming et al., 1985; Gentler et al., 1985) . 1988; Ashkenazi et al., 1987a; Shiu et al., 1983) . 3-mencaptoethanol, and antibiotics (penicillin 100 U/mI and streptomycin 100 g/ml)at 37'C in a humidified atmosphere of95% air-5% CO2. All sena and media were obtained from Gibco (Grand Island, NY). Sixteen to eighteen hours before use the cells were synchronized in Gi as described by Gout et al. (1980) Histochemistry.
Both the histochemical and the immunocytochemical studies described below studied the distribution of PRL binding sites on Nb2 cells before and after cell fixation. To avoid possible blocking of lactogen-receptor interaction by harsh fixation (Salih et al., 1979) , cells were fixed with 0.01% glutanaldehyde in 0.05 M PBS, pH 8.5, for 30 mm at room temperature.
On the day of the experiment the cells were suspended in FM at a concentration of 5 x i0 cells/mI and placed on poly-L-lysine-coated glass slides. Both synchronous and asynchronous cells were allowed to settle onto slides for 30 mm, after which they were rinsed with FM and fixed as described above.
Unneacted aldehyde groups were blocked by washing the cells for 30 mm with 0.2% glycine in PBS, pH 7.6. After fixation, the cells were rinsed with PBS and then incubated with the appropriate reagents diluted in PBS containing 3% BSA (PBS-BSA). All incubations were done in a humidified chamber at room temperature.
For total binding conditions, cells were incubated with 10 nM AMCA-oPRL in PBS-BSA for 1 hr. Competition studies were done by incubating the cells for 1 hr with a mixture of 10 nM AMCA-oPRL and 5 piM uniabeied oPRL, hGH, or rGH in PBS-BSA.
For nonspecific binding controls using oPRL on AMCA, the cells were incubated for 1 hr with either of the two reagents at the concentration they were present in the probe (i.e. , 10 nM oPRL and 50 nM AMCA for oPRL and AMCA, respectively).
The cells were then washed with PBS-BSA (three times for 10 mm) and covenslipped using a glycerol-based medium containing the anti-fade agent p-phenyl- with PBS (three times for 10 mm), and fixed with 2% paraformaldehyde in PBS for 30 mm on ice. After rinsing with PBS (three times for 10 mm), the cells were covenslipped and viewed with the same Zeiss microscope set-up.
Immunocytochemistry.
The primary antisera used in these studies were raised in adult guinea pigs against oPRL NIH-P-S12 (antisera 1-C and 5-B) and nPRL NIH-B-i (antisera 14-A) as described previously (Schulte et al., 1980) . In radioimmunoassay, at the titer used for immunocytochemistry, antisera For immunocytochemical studies employing fixed cells, synchronized Nb2 lymphoma cells were allowed to settle on poly-L-lysine-coated slides, fixed, and rinsed with 0.2% glycine as described above for histochemical studies. Cells were then incubated with (total binding) on without (nonspecific binding) 5 tM oPRL for 1 hr in a humidified 
Results
The histochemical probe used in these studies was obtained by conjugating the chemically reactive N-hydroxysuccinimide ester derivative of the fluorochrome AMCA to oPRL. Using the conjugation protocol described above, we obtained a probe with a 5i F/P. As seen in Figure 1 , AMCA was linked to several forms of immunoreactive oPRL (21, 23, and 45 KD PRL) with no apparent change in If the cells were placed on slides and fixed before cxposure to oPRL, the staining was limited to the periphery of the cells, in a pattern similar to the binding of AMCA-oPRL to fixed cells ( Figure  6a ; Table 3 ). No immunoreactivity was present when either the primary ligand or the primary antiserum were omitted ( Figures  6b and 6c ; Table 3 ). Use of a confocal microscope for observation of the cells was essential for these immunocytochemical studies. 
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